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2Supplementary Fig. S1. Overexpression of tbGup1p slightly increases the fraction of the mature
125 kDa form of Gas1p. A, gup1 cells harboring various HA-tagged Gup1 proteins on the
indicated vectors were induced in SGaa medium for 16 h, proteins were extracted, heated to 37°C
for 10 min in sample buffer and separated by SDS-PAGE. Western blots were prepared and
probed using anti-HA antibodies. B, the same Western blots were probed with antibodies against
Gas1p and the ER protein Wbp1p. C, immature Gas1p (as a percentage of total Gas1p) was was
quantified in four independent experiments, the percentages were averaged and standard
deviations were calculated. The Student’s t test was utilized to compare the values obtained for
gup1 cells harboring the empty vector with the ones obtained for gup1 cells harboring
pHAtbGUP1, pHAtcGUP1 and pHAafGUP1 and gave p values of 0.03, 0.4 and 0.0034,
respectively.
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3Supplementary Fig. S2. SDS-PAGE analysis of proteins labeled in vitro in microsomes from
gup1 cells complemented with tbGUP1 or scGUP1. Gup1 cells harboring plasmids ptbGUP1
or pGUP1 were grown overnight in SGaa medium and cerulenin during the last 3.5 hours of
culture; then microsomes were prepared. Microsomes (100 g of protein) were incubated for 60
min with [
3
H]C14:0, [
3
H]C16:0 or [
3
H]C18:0. Proteins were analyzed by SDS-PAGE and
fluorography and gels exposed during 10 weeks.
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4Supplementary Fig. S3. RT-PCR analysis of tbGUP1 mRNA. T. brucei clones A5 and C4 were
induced (Tet +) or not (Tet -) for two days with doxicyclin. mRNA was extracted from cells and
1 g thereof was reverse transcribed into cDNA with reverse transcriptase (RT +). 5% of the
reaction products of each sample were used for PCR (30 cycles) using primers encompassing
nucleotides 231 to 1012, a fragment well outside the RNAi sequence (lanes 1 - 8). As negative
controls, 1g of untranscribed mRNA (RT -) was used as template (lanes 9 - 12). 5 % (lanes 1- 4)
and 10% (lanes 5- 12) of PCR products were analyzed by electrophoresis in agarose and
visualized by ethidium bromide staining.
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5Supplementary Fig. 4. Characterization of the assay of GPI lipid remodeling in microsomes of
T. brucei. To assay remodeling of free GPI lipids in microsomes of T. brucei we used a modified
version of previous protocols omitting Mn
2+
 and omitting washings before the addition of acyl-
CoAs (Masterson et al., 1990; Guther and Ferguson, 1995; Morita et al., 2000). A, microsomes
were labeled in the presence of GDP-[
3
H]mannose and further incubated for a first chase with
non-radioactive GDP-Man as described in experimental procedures. They then were further
incubated in a second chase for up to 6 min in the presence of the ingredients denoted below each
lane: E = EDTA and EGTA (10mM each); C = Cd
2+
 (5 mM); C14 = myristate (50 M).
Microsomal reactions were terminated, lipids were extracted, run on TLC and visualized using
radioimaging. B, for quantitation the TLC plates of the experiment shown in panel A and of a
second identical experiment were scanned with a Berthold radioscanner and the mean relative
intensities of lipids , the sum of lipids [A' + A'' + A], and the sum of lipids [C' + C'' + C] were
expressed as % of total counts in the lane.
Result: After labeling the microsomes in the presence of GDP-[
3
H]Man and a first chase with
non-radioactive GDP-Man, lipid  was stable or tended even to increase relative to the more
mature lipids A'', A and C during the subsequent 2
nd
 chase (lanes 1 vs. 2). When either C14:0-
CoA (lane 5), C14:0-CoA + ATP + CoA (lane 6), or C14:0 + ATP + CoA (lane 7) were added
during the 2
nd
 chase, lipid  was rapidly metabolized to lipids A and C. During this 2nd chase,
Cd
2+
 ions did not inhibit the acylation of lipid  but stabilized lipid A'' (lane 4) as described
(Buxbaum et al., 1994). A similar stabilizing effect had also be noted when Mn
2+
 was added
during the second chase (Morita et al., 2000). The presence of EDTA and EGTA during the
second chase had no influence on the acylation of lipid  as long as C14:0-CoA was present,
although previous reports showed that extensive washing of microsomes in EDTA/EGTA after
6the first chase rendered divalent cations necessary for acylation of lipid  during a second chase
(Buxbaum et al., 1994). Addition of Mn
2+
 to the labeling reactions did not increase the
incorporation of [
3
H]mannose into lipids or cause any significant change of the lipid profiles (not
shown).
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7Supplementary Fig. 5. Immunofluorescence staining of VSG. T. brucei bloodstream forms
containing RNAi constructs for repression of tbGUP1 were grown for 6 days in the absence (-
Tet) or presence (+ Tet) of doxicyclin. A, cells were washed twice in phosphate buffered saline
(PBS) containing 10 mM glucose and 1% bovine serum albumin. 20 l of cell suspension (5 x
10
7
cells/ml) were placed on a glass slide and adherent cells were air dried and fixed by
immersion into cold acetone (-20°C) for 10 min. Alternatively, adherent cells were placed under
a solution of 0.04% glutaraldehyde and 4% formaldehyde and left at room temperature for 20
min. After saturation with 1% BSA in PBS the cells were air dried and incubated with rabbit anti-
VSG 221 antibody (kindly provided by Dr. Thomas Seebeck, University of Berne) diluted
1:2000, washed and further incubated with Alexa Fluor 488 goat anti-rabbit IgG (Molecular
Probes) plus 4’,6-diamidino-2-phenylindole (DAPI) for nuclear staining. Cells were viewed and
photographed under a fluorescence microscope. VSG was present uniformly on all cells that were
stained with DAPI, regardless of how cells had been fixed and of the presence or absence of
doxicycline in the growth media. B, as panel A, but incubated with (left panels) or without (right
panels) first antibody.
